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0 Enzymatic confirmation of coiiform bacteria. 



@ A process for the confirmation, by enzymatic test of the presence of total and faecal coiiform bacteria in 
drinking, bathing and waste water, foods and beverages, and device for carrying out said process. 
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PROCESS FOR THE CONFIRMATION OF COUFORM BACTERIA IN DRINKINa BATHING AND WASTE 

WATER, FOODS AND BEVERAGES. 

This invention is concerned with a new process for confirming, by enzymatic test, the presence of total 
and faecal coliform bacteria in drinking, bathing and waste waters, and with a device for canying out said 
process. 

One purpose of this invention Is the confirmation of the presence of coliform bacteria by a simplified 
5 and rapid process of ascertainment by an enzymatic test. 

Another purpose of this Invention is to provide a device allowing to carry out said process within a short 
time and in an economically advantageous way. 

Other purposes of the invention will become apparent to those skilled in the art. on the basis of the 
disclosure of the present patent appiication. 
iQ The search and numeration of coliform bacteria (coitmetry) are usual laboratory procedures to ascertain 
water drinkability and to provide a sanitary verification of the quality of bathing and waste waters, foods and 
beverages. 

The colimetrlc method by Inoculation of scalar water, food suspension or beverage amounts into test 
tubes with liquid lactose medium according to the multiple tube method known as MPN (Most Probable 

15 Number) is being currently used since long in all water analysis laboratories. Said method is described in 
standard American methods (Standard Methods for the Examination of Water and Waste Water, APHA, 
AWWA, WPCF. Washington, 1980), and is one of the official water analysis methods of Italian Law (Ministry 
Decree Febnjary 15, 1983. Official Gazette March 26. 1983. No. 84. Prime Minister Decree February 8. 
1985. Official Gazette May 9. 1985. No. 108). 

20 C^limetric analysis by the MPN method consists of a first presumptive test and two confirmation tests, 
one for total, the other for faecai coliform bacteria. The presumptive test is a test which is considered 
potentially positive when there is evolution of gas from the medium contained in test tubes inoculated with 
the sample under examination, due to fermentation of lactose by colifomn bacteria, if any, grown in a liquid 
lactose medium. Each test tube in which gas has evolved has to be then subjected to confirmation tests by 

25 sub-inoculation into two further tube tests, one containing e.g. "lactose-bile-briliiant green medium" , the 
other "EC medium", the former being incubated for 24^ hrs at 36* C, the latter at 44.5* C. 

The first confirmation test in lactose-bile-brilliant green medium has the purpose to reveal all coliform 
bacteria (total coliform bacteria), if any, grown in the test tubes of the presumptive test. Under the definition 
of "total colifonm bacteria" several bacteria are included belonging to various genera of the- family 

30 Enterobacteriaceae, i.e. Escherichia, CItrobacter , Klebsiella, Enterobacter, Hafnia. Serratia. They have in 
common the property of femnenting lactose, because they possess, among other enzymes, a beta- 
gaiactosidase. 

The second confinmation test in EC medium has the purpose of revealing faecal coliform bacteria. 
These belong essentially to the species Escherichia coll. they ferment lactose and possess a beta- 
35 galactosidase like the other coIifonD bacteria, but they also possess the enzyme beta-glucuronidase which 
is absent in all other coliform bacteria. 

The process of this invention consists in putting into evidence the enzymes beta-galactosidase and 
beta-glucuronidase by the use of two commercial synthetic glycosides, i.e. o-nitrophenyl-beta-D-galac- 
topyranoside (ONPG) and p-nitrophenyl-beta-D-glucopyranoslduronic acid (PNPGU), or another useful 
40 substrate. 

Each of the two glycosides Is incorporated Into a base nutrient medium (tryptose-agar or the like) to 
obtain two separate reactive culture media. Essential requirements of a suitable base medium are 

(a) the property of favoring the growth of colifonm bacteria and 

(b) the absence of any own coloration, so that in case of positive reaction a color appearance may be 
45 observed (a yellow color if the above mentioned glycosides are used). As a mere non-limitative indication, 

the composition of a suitable base medium Is given hereinbelow : 
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Tryptose 


20 g 


Giucos 


1 g 


Sodium chloride 


5g 


Agar 


15g 


Oisttiled water 


1000 ml 



The two glycoside solutions are separately prepared in a phosphate buffer and sterilized by filtration, 
70 The glycoside solutions are incorporated into the base medium previously sterilized and cooled to 
55* C. 

Although the concentration of the glycosides in the solution is not critical, it has been established that 
they may conveniently be present in a concentration of between 0.1 and 1.0 weight percent. Preferably, the 
ONPG concentration is somewhat higher in respect of PNPGU. It was observed, for example, that optimum 

'5 results may be achieved with a final concentration of 0,36 weight percent of ONPG and 025 weight percent 
of PNPGU in the reactive medium. These concentrations, however, may be changed within broad limits 
without prejudice for the efficiency of the process. 

The process of this invention is advantageously can'ied out by utilizing devices allowing the rapid 
execution of the colimetry. Particularly, each of the two glycoside solutions prepared as indicatect above 

20 may be contained in a device formed by a container of appropriate form and size, such as, for instance, a 
test tube or an ampoule with one open end. into which a given amount of liquid lactose medium is charged, 
said medium coming from the presumptive test in which gas had evolved. The two devices are then 
incubated at 30-40 'C for 18-24 hrs. A color appearance in the portion of both devices impregnated with 
reactive medium confimns the presence of faecal coliform, a color appearance only in the device with 

25 ONPG-agar confirms the presence of total coliform bacteria. 

A particulariy suitable device for carrying out the test is represented in Rg. 1. This device is composed 
by a rod (1) welded to a cap (2) by one end and provided at the other end with a support for the reactive 
medium. Said support may be a flat portion (3) of the rod, on which a thin layer of reactive medium is 
placed, or a porous portion,e.g.a small plug of cotton or blotting paper Impregnated with the reactive 

30. medium. Before use, the whole device must be sterilized by physical methods. e.g. heat, UV. gamma-rays, 
depending on the used materials- The so prepared device is aseptically introduced in a sterile cylindric 
plastic or glass container (4). The whole test apparatus is composed by a couple of the above described 
devices, one charged with ONPG-agar, the other with PNPGU-agar, and has the purpose of confirming the 
presence of coliform bacteria in the medium contained in the test tube of the presumptive coiimetric test, in 
^ 35 which gas had evolved. 

In order to carry out the confimnation test, each rod is extracted from the container, the end portion of 
the rod with the reactive medium is dipped in the liquid medium of the test tube to be confirmed, then the 
rod is re-introduced in the container. The two devices with ONPG-agar and PNPGU-agar are incubated at 
35-37*0 for 18-24 hrs. A color appearance in the portion of both devices impregnated with reactive 

^ medium confirms the presence of faecal coliform bacteria, while a color appearance in the device with 
ONPG-agar only confirms the presence of total coliform bacteria. 

Obviously, the hereinbefore described apparatus may be utilized also when using substrates which are 
different from the mentioned ONPG-agar and PNPGU-agar, provided the different substrates display the 
same function in revealing the presence of coliform bacteria. 

The advantages of the process and of the device in this invention are of an economic nature, since time 
and materials are saved in carrying out the confirmation tests. Actually : 

- The time for the immersion of the two rods In the test tubes containing the medium in which the presence 
of coliform bacteria has to be confirmed (the tubes may be hundreds in number) is shorter than the time 
necessary when using the known system of taking with a pipet some drops from the test tubes to be 

so conflmied and introducing them into the confirmation tubes; 

- No pipets are required; 

- Only a single thermostatic apparatus adjusted jat 30-40' C is required instead of two thermostatic 
apparatuses adjusted respectively at 36* C.and at 44.5* C as required by the known system; 

- The incubation time is 18-24 hrs instead of 24-48 hrs required with the known system; 

SB - The system represented in Rg. 1 may be commercially produced and distributed to the various 
laboratories, while the test tubes with th confirmation media according to the known syst m must be 
prepared ext mporaneously In every laboratory. 

Having thus described the present invention, what is intended to cover by the present patent application 
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is illustrated by the appended claims. 



Claims 

5 

1. A process for the confirmation of the presence of total or faecal conform bacteria in drinking, bathing 
cr waste water, foods and beverages tn which a preliminary presumptive test has revealed the possible 
presence of said bacteria, said process comprising contacting two samples of medium taken from said 
preliminary presumptive test, separately with (a) a suitable culture medium containing a useful amount of o* 

10 nitrophenyl-beta-D-galactopyranoside and (b) a suitable culture medium containing a useful amount of p- 
nltrophenyhbeta-O-glucopyranosiduronic acid, and incubating said culture media at a temperature of from 
30' to 40* C for 18-24 hours. 

2. A process according to claim 1. wherein the useful amount of o-nitrophenil-beta-D-galactopyranoside 
and p-nitrophenil-beta*0-glucopyranosiduronic acid in the respective culture medium is of from 0.1 and 1.0 

75 weight percent 

3. A process according to claims 1 and 2, wherein the useful amount of o-nitrophenil-beta-D- 
galactopyranoside in the culture medium Is of 0.35 weight percent 

4. A process according to claims 1 and 2, wherein the useful amount of p-nitrophenil-beta-D- 
giucopyranosiduronic acid in the culture medium is of 0.25 weight percent 

20 5. A device for contacting a sample of liquid lactose medium taken from a preliminary presumptive test 
positive for the presence of conform bacteria in drinking, bathing and waste waters, foods and beverages 
with a culture medium containing either (a) a useful amount of o-nitrophenyl-beta-D-galactopyranoside, or 
(b) a useful amount of p-nitrophenyi-beta-O-glucopyranosiduronIc acid, or (c) a useful amount of any other 
suitable substrate, to confirm the presence of said cotifbrm bacteria in said waters, said device being 

25 composed, as represented in Fig. 1. by a rod (1) welded to a cap (2) at the one end and terminating at the 
other end with a support, said support being a flattened portion (3) of the rod (1) or any other means 
suitable for taking a sample of liquid lactose medium from a preliminary presumptive test positive for the 
presence of coliform bacteria, said rod being adaptable, by means of the cap (2) to which it welded, to a 
cylindric container (4) of a suitable glass or plastic material, the length of said cyiindric container being such 

30 that the flattened end (3) of the rod or the other means for taking samples causes the liquid lactose medium 
taken from the said preliminary positive presumptive test to come into contact with the culture medium 
containing the useful amount of o-nitrophenil-beta-D-galactopyranoside or p-nitrophenyl-beta-D- 
giucopyranosiduronic acid or any other suitable substrate. 

6. An apparatus for the confirmation of the presence of total and faecal coliform bacteria in drinking. 

35 bathing and waste waters, foods and beverages said apparatus being constituted by a couple of devices as 
claimed in claim 5, of which one contains a solution of a useful amount of o-nitrophenyl-beta-D* 
galactopyranoside in a suitable culture medium, the other contains a solution of a useful amount of p- 
nitrophenyl-beta-D-glucopyranosiduronic acid in a suitable culture medium, or both contain other suitable 
substrates, to detect beta-galactosidase and beta-glucuronidase, respectively. 
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